Actomyosin contractility can promote extracellular matrix (ECM) degradation by invadopodia in cancer cells. However, we previously found that inhibiting myosin light chain kinase (MLCK) with siRNA did not change force generation by the head and neck squamous cell carcinoma (HNSCC) cell line SCC-61. We provide data here that this targeted method of MLCK knockdown (KD) resulted in a significant increase in the amount of ECM degradation, number of actively degrading invadopodia, and the number of total invadopodia formed. These data are related to the research article entitled "Matrix rigidity differentially regulates invadopodia activity through ROCK1 and ROCK2" Jerrell and Parekh, 2016. 
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Data
Actomyosin-generated contractile forces promote ECM degradation by proteolytic subcellular protrusions called invadopodia [1, 2] . Cellular contractility can be regulated by several kinases including MLCK; however, we and others have found that MLCK inhibition does not always affect force generation [1, 3, 4] . Despite this finding in our laboratory using SCC-61 cells, we show here that KD of MLCK increased ECM degradation by SCC-61 cells (Fig. 1A and B) as well as the number of invadopodia actively degrading ECM (i.e., colocalized with ECM degradation; Fig. 1Aand C) and the total number of invadopodia (i.e., actively degrading and non-degrading or not colocalized with ECM degradation; Fig. 1Aand D) when compared to NTC in the rigid PAA invadopodia assay which approximates high grade tumor rigidity (raw data presented in Table 1 ). Western blot data confirming MLCK KD in SCC-61 cells used in these experiments was previously reported and technically described [1] .
Experimental design, materials, and methods

Cell culture and MLCK inhibition
SCC-61 cells were cultured as previously described as well as KD of MLCK with siGENOME SMARTpool siRNA (ThermoScientific) or the NTC following the manufacturer's protocol to maximize inhibition while minimizing off-target effects [1] .
Rigid PAA invadopodia assay
Rigid PAAs were synthesized and cast on activated coverslips of 35 mm MatTek dishes as previously described [1] . Briefly, these substrates were composed of a 12%/0.6% ratio of acrylamide/BISacrylamide, 0.1% N-hydroxysuccinimide ester, and 230 mg/ml of fibronectin yielding an elastic modulus of 22,692 Pa which mimics tumor rigidity and maximizes invadopodia activity. To detect and evaluate ECM degradation, the rigid PAAs were overlaid with 1% gelatin (crosslinked with glutaraldehyde) and FITC-labeled fibronectin.
Immunofluorescence
Cells were incubated overnight in invadopodia medium and immunostained in the rigid invadopodia assays as previously described [1] . Briefly, the invadopodia markers actin and cortactin were Specifications Value of the data The data presented here reveal the impact of siRNA targeted inhibition of MLCK on invadopodia activity. The data may be of interest to researchers studying cancer biology and mechanisms of invasion including the roles of contractility regulators in cancer cell mechanotransduction. The data provide the basis for future studies to uncover other mechanisms of MLCK activity in invasive cancer cells.
identified with Alexa Fluor 546 phalloidin (Life Technologies) and a mouse monoclonal antibody (EMD Millipore), respectively. Fluorescent images were captured on a Nikon Eclipse Ti-E inverted microscope with a 40Â Plan Fluor oil immersion lens. Metamorph software (Molecular Devices) was used for image analyses which included thresholding for ECM degradation and manual quantitation of invadopodia.
Statistics
Statistical analyses were performed on pooled data using SPSS Statistics (IBM) as previously described [1] . Briefly, data did not pass the normality test and were therefore analyzed with a MannWhitney test for comparisons between datasets. (continued on next page) 
